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Abstract: Objective To explore a new simpler method for the preparation of recombinant alpha-virus as a nov-

el vaccine at the DNA level. Methods Plasmids expressing 3-gal protein and helper plasmids were transfected into
BHK cells. Virus in culture supematant of the transfected BHK cells were collected and purified and used to infect
BHK cells invitro 1o identify the expression of taet gene and the tite of the recombinant virus. Results  Recomhi-
nant virus with high titre, prepared by this method, could be expressed well in mammalian cells in vitro. Conclu-
sion High-titre recombinant alpha-virus can be pwoduced at the DNA level and this method can be applied for vac-

cine preparation and gene therapy.
Key words; o-virus; transfection; preparation

o Q- ’ N
. RNA )
s
[IJ o Q- ’
a- . s
a- RNA [2 ,
) RNA .
’ B- (B-gal)
., DNA a- s
a- .
1
L1 A
B- (B-gab SMART2/ LacZ
helper,
; BHK ATCC; X-ga Sigma
1.2 7k
1.2.1 pSMART2«/ LacZ
(1974—), . s

: (023)68752238— 617

+2002-12-15; : 2003-04-15

Xho 1 BamH]I 3 helper Xhol — Xbal
1.2.2 [3
1.2.3 BHK (4. ,
10% FCS  RPMI 1640 .
1.2.4 6 cm ,
40% ~ 60%
DNA ( TE >90%) 125
], 125 #1 0. 5 mol/ L CaCly( 250 4D,
, 250141 2X HBS ~ DNA/ Ca-
CL s 20 min ( s
Do s ,
DNA 18 h , PBS 1 . 3ml RP-
M 11640+ 10% FCS .
1.2.5 2%h
, 4 “C2 000 1/ min 15 min.
SW-40  SW-41 . 1 ml
55% ( 1INE ), 3 ml 20% ( TNE ).
.4 C
30 000 1/ min 90 min, 55%
1 ml . 50 ~
100 #1 , —80 C
1.2.6 X-gal ,
X-gal @ PBS 2 ;O



10

a 893

6 2 ml 0.2% PBS  ,4C  15min
16 . PBS 2 ;@ 1.5
ml X-gal .31 C ,
( ).
1.2.7
1.2.7.1 1d 6
4<10°BHK 4074
1.2.7.2 6
4°C 2000 1/ min 5~ 10 min
37 C 1720 10 mg/ ml
o- , 45 min( p62
E2 E3 )o 45 min /15
10 mg/ ml aprotinin , 5 min.
1.2.7.3 |
X PBS ; Apmotinin s s
6 s 500 #1,
; 2%
45 min. s , 1
X PBS s 2 ml RPMI1640+ 10% HI FCS.
1.2.7.4 X-ga B-gal 18~24h ,
X gal ( )
1.2.8
2
2.1 mEMEEE CER
s L
, pPMARI2a/ LacZ BamH  Xhd )
12433 bp 3000bp LacZ
. Helper Xhd  Xbd
, 1698bp 6952bp 8650 bp.

1. ADNA/ Hind Il marker; 2: Helper plasmid digesed by Xho 1 and
Xba 1 ; 3: pPMART2« Lad plasmid digested by Xho | and BamH 1
1 PSMART2a/ LacZ  Helper
Fig1 Hectrophoresis analysis of enzymatic digestion of
PSMART2a/ LacZ and helper plasmid

2.2 FTHmEREAILMBAAL PEKD AR

BHK , 50%
, 2A;  pSMARDR# lacZ
, 2B. SMART2#/ LacZ
na -
™ -, g .) a d . ‘
. - !
' ;
. § F

A: LacZ expresson in BHK cells after recombinant virus infection;
B: LacZ expression in BHK cells after calcium phosphate transfection of pS-
MARI2a/ LacZ plasmid
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Fig2 Comparison of LacZ expressions in BHK cells transfected
with recombinant virus or plasmid only (< 40)
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Fig3 Transmission electron microscope analysis of recomb inant

virus suspension (TEMX 100 000)
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